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for sequence information). The cells were harvested, lysed, and c-myc Ago2 and associated RNA was recipitation the RNA from the IP fractions was extracted and precipitated. RNA was loaded onto a denaturing polyacrylamide gel, transferred to a nylon membrane, and detected using a LNA probe specific to the guide strands of the transfected RNA duplexes as described in Methods. Single strand RNA size markers 21-26 nt long (Lanes: UU 21U -U 25 U U; UU 26U , designated by underline) were included in lanes adjacent to the captured guide strand RNA (Lanes: A, 4/4 25-bp duplex; B, luciferase targeting control; C, 4/4 26-bp duplex). The cells were harvested, lysed, and c-myc Ago2 and associated RNA was immunoprecipitated as described in Methods. After immunoprecipitation the RNA from the IP fractions was extracted and precipitated. RNA was loaded onto a denaturing polyacrylamide gel, transferred to a nylon membrane, and detected using a LNA probe specific to the guide strands of the transfected RNA duplexes as described in Methods. Single strand RNA size markers 21-27 nt long (Lanes: 21-27, designated by underline, sequences listed in Supplementary Table 3) were included in lanes adjacent to the captured guide strand RNA. The upper band shows a partial reduction in size whereas the lower the band shows a product of ~21 nt that is consistent with a Dicer cleavage product. We hypothesize that the partial reduction in size to something ~26 nt in length is due to non-specific cleavage of the 3' end that is not shielded by the protein complex. We have observed similar results when looking at duplexes greater than 27-bp long (data not shown). (b) Expression of PPIB after transfection of 293T cells expressing cmyc Ago2. Before immunoprecipitation of c-myc Ago2 a fraction of the cell lysate was taken for total cell RNA purification. The RNA was purified and gene expression was measured using a bDNA assay as described in the Methods. Unmodified or 4/4 2'OMe modified ssRNA were 5' end, 32-P phosphorylated as described for single stranded size markers in Methods. RNA duplexes were annealed with either the passenger strand or guide strand having the 32-P 5' end phosphate (designated as: *PS = radiolabeled passenger strand, *GS = radiolabeled guide strand). Labeling efficiency and concentration of newly formed, radiolabeled duplexes was checked by PAGE (SYBR Green stain and autoradiography) and by a closed window Geiger counter (data not shown). Duplexes were transfected into 293 cells expressing c-myc Ago2, Ago2:RISC was immunoprecipitated, and the associated RNA in the immunoprecipitates was extracted as described in Methods. RNA was loaded onto a denaturing, polyacrylamide gel along with single stranded RNA size markers of 21 and 25 nt (U U 21U , U25 U U) for size comparison. The 2'OMe modification prevents passenger association into Ago2:RISC (25 4/4, *PS) when compared to the same duplex that is unmodified (25 0/0, *PS). The 2'OMe 25-bp modified duplex did not hinder guide strand incorporation into Ago2:RISC (25 4/4, *GS) when compared to an unmodified duplex (25 0/0, *GS). Sequence information for duplexes is shown in Supplementary Table 2 and size marker sequences are described in Supplementary Table 3 Figures 1-5 Single stranded RNA or duplexed RNA was chemically synthesized and annealed as described in Methods. "G" = Guanine, "U" = Uricil, "C" = Cytosine, "A" = Adenine, "m" = 2'OMethyl modified nucleotide, "." = normal RNA backbone linkage. Polarity is shown as PS = Passenger (sense) strand and GS = Guide (antisense) strand. Numbers in parentheses correspond to internal identification number. ACUUGGGCAAAGGUGGAAAUGAAGAAAGUACAAAGACAGGAAACGCUGGA Synthetic Substrate Supp. Figure 4 
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